Mouse primary OCP-derived preosteoclasts were stimulated with rGGT (200 ng/ml) in the absence of RANKL during the indicated periods. After extraction of total RNA, the expression of osteoclastogenic genes Ctsk, Mmp9, Fos, and Nfatc1 was assessed. All of the gels were run under the same experimental conditions, and the cropped gel images are shown.
Supplementary Figure 3. Extracellular GGT induces osteoclastogenesis from human primary OCPs.
Human primary OCPs were prepared using the Poietics Human Osteoclast Precursor Cell System (Lonza), according to manufacturer's instructions, and seeded in 96-well plates (110 4 cell/wells). OCPs were cultured with optimal RANKL in the presence of M-CSF for 5 days (panel of control). Cells were then stimulated with rGGT (300 ng/ml; panel: rGGT) or without rGGT (panel of medium) in the absence of RANKL for additional 2 days. Cells were then fixed and stained for TRAP. Microscopic images were obtained and the percentage of the area of TRAP-positive cells was analyzed using the ImageJ software. Results are shown as the mean ± SD (n=4). Scale: 100 μm. *, p < 0.01. RAW264.7 cells were treated with AlexaFluor594-labeled rGGT (200 ng/ml) for 6 h and fluorescent microscopy images were obtained. Cells were fixed and nuclei were counterstained using Hoechst33248. Scale: 50 μm. 
